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CLAIMS : 
CLMS ( 1 ) 
What is claimed is: 

1. A process of selecting a cell line having high heterologous protein 
productivity from a population of cells at least some of which may 
include an endogenous sequence for an amplifiable marker and some of 
which do not include the endogenous sequence for the same marker, 



t^^ppopulation of mammalian cells ^^ph DNA sequences 
:er^_ogous protein and an amplifiab^e marker, and a 



comprising : 

A. co-transf ecting 
coding for the heterologous protein and an ampl if iab^W marker, 
DNA sequence encoding a selectable marker; 

B. further cloning the transfected cells into subpopulations in a medium 
containing a selective agent and selecting for such selectable marker 
resistant cells; 

C. assaying the selectable marker resistant cells for heterologous 
protein productivity; 

D. culturing said selectable marker resistant cells in media containing 
an amplifying agent, wherein the host cell includes the sequence for 
the amplifiable marker; 

E. establishing the amplif iability index AE for each cell population, 
said index being defined by the equation 

. DELTA. E=Y/X 

wherein X is the productivity of cells before a first amplification, and 
Y is the productivity of cells after said first amplification; 

F. selecting and further amplifying cells with a . DELTA. E index value of 
greater than 3, said amplifying step being performed in increasing 
amounts of amplifying agent; and 

G. selecting at least one cell line having high productivity from the 
cells of step F. 

CLMS ( 2 ) 

2. The method of claim 1 wherein said host cells comprise an expression 
vector having a sequence of double stranded DNA including: 

A. an augmenting sequence downstream of a promoter and upstream of a DNA 
encoding the amino acid sequence of the desired heterologous protein; 

B. DNA encoding the amino acid sequence of the desired protein 
downstream of said augmenting sequence; and 

C. DNA coding a polyadenylation sequence downstream of a transcription 
termination site. 

CLMS ( 3 ) 

3. The method of claim 2 wherein the augmenting sequence comprises in 
linear sequence a splice donor. sub. 1 -intron . sub . 1 -splice donor. sub. 2 
-intron. sub . 2 -acceptor sequence operatively linked to the desired 
heterologous protein. 

CLMS ( 4 ) 

4. The method of claim 2 wherein the promoter is from the immediate 
early gene of human cytomegalovirus. 

CLMS ( 5 ) 

5. The method of claim 3 wherein the splice donor. sub. 1 -intron . sub . 1 
sequence is from the major late promoter region of adenovirus. 

CLMS (6) 

6. The method of claim 3 wherein the splice donor sequence is from the 
human cytomegalovirus. 

CLMS ( 7 ) 

7. The method of claim 3 wherein the intron. sub. 2 -acceptor sequence is 
from the human immunoglobulin variable region. 

CLMS ( 8 ) 



8. The method of claim 1 wherein the DNA sequence coding for the 



heterologous protein ^codes Factor VIII. 
CLMS ( 9 ) 



9. The method of claim 1 wherein the host cell is a human cell. 
CLMS (10) 

10. The method of claim 1 wherein the host cell is a human embryonic 
kidney cell. 

CLMS (11) 

11. The method of claim 1 wherein the host cell is a human embryonic 
kidney 293s cell. 

CLMS (12) 

12. A vector comprising in linear sequence a second promoter-first 
promoter-splice donor. sub. 1 -intron . sub . 1 -splice donor. sub. 2 
-intron. sub . 2 -acceptor sequence operatively linked to a protein coding 
sequence . 

CLMS (13) 

13. The vector pCAIS-F8 chromosomally integrated into a mammalian 
cell. 

CLMS (14) 

14. The vector of claim 12 comprising a coding sequence for Factor 
VIII located downstream from the acceptor. 

CLMS (15) 

15. A mammalian cell line comprising the vector of claim 12 as an 
integrated chromosomal element. 

CLMS (16) 

16. A mammalian cell line comprising the vector of claim 14 as an 
integrated chromosomal element. 
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protein products and pharmaceutical compositions containing the same; 
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ABSTRACT : 

Disclosed are novel bactericidal/permeability-increasing (BPI) protein 
products wherein cysteine residue number 132 or 135 is replaced by 
another amino acid residue, preferably an alanine or serine residue 
and/or wherein the leucine residue at position 193 is the carboxy 



terminal residue. Als^^lis closed are DNA sequences enc^Ling methods for 
the production of th€^Bme in appropriate host cells, stable 
homogeneous pharmaceutical compositions containing the ^malogs suitable 
for use treatment of gram negative bacterial infection and its sequelae. 

2. 5,545,405, Aug. 13, 1996, Method for treating a mammal suffering from 
cancer with a cho-glycosylated antibody; Martin J. Page, 424/133.1, 
130.1, 143.1, 172.1, 174.1; 435/70.3, 71.1, 320.1; 530/387.1, 388.1, 
388.22, 388.73, 388.75, 389.1, 389.6, 389.7 [IMAGE AVAILABLE] 
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ABSTRACT : 

The invention relates to a CHO cell-line capable of producing antibody, 
the cell-line having been co-transf ected with a vector capable of 
expressing the light chain of the antibody and a vector capable of 
expressing the heavy chain of the antibody wherein the vectors 
contain independently selectable markers; also included is a CHO 
cell-line capable of producing a human antibody or an altered antibody, 
the cell-line having been transfected with a vector capable of 
expressing the light chain of the antibody and the heavy chain of the 
antibody; process for the production of antibody using a CHO cell-line 
and antibody having CHO glycosylation . 

3. 5,545,404, Aug. 13, 1996, Method for treating a mammal suffering from 
a T-cell medicated disorder with a CHO-Glycosylated antibody; Martin J. 
Page, 424/133.1, 130.1, 143.1, 173.1, 174.1; 435/70.3, 71.1, 320.1; 
530/387.1, 388.22, 388.73, 388.75, 388.8, 389.1, 389.6, 389.7 [IMAGE 
AVAILABLE] 
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ABSTRACT : 

The invention relates to a CHO cell-line capable of producing antibody, 
the cell-line having been co-transf ected with a vector capable of 
expressing the light chain of the antibody and a vector capable of 
expressing the heavy chain of the antibody wherein the vectors 
contain independently selectable markers; also included is a CHO 
cell-line capable of producing a human antibody or an altered antibody, 
the cell-line having been transfected with a vector capable of 
expressing the light chain of the antibody and the heavy chain of the 
antibody; process for the production of antibody using a CHO cell-line 
and antibody having CHO glycosylation. 

4. 5,545,403, Aug. 13, 1996, Method for treating a mammal by 
administering a CHO-glycosylated antibody; Martin J. Page, 424/133.1, 
130.1, 135.1, 136.1, 138.1, 143.1, 147.1, 150.1, 159.1, 172.1, 174.1; 
435/70.3, 71.1, 320.1; 530/387.1, 388.1, 388.22, 388.73, 388.75, 389.1, 
389.6, 389.7 [IMAGE AVAILABLE] 
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ABSTRACT : 

The invention relates to a CHO cell-line capable of producing antibody, 
the cell-line having been co-transf ected with a vector capable of 
expressing the light chain of the antibody and a vector capable of 
expressing the heavy chain of the antibody wherein the vectors 
contain independently selectable markers; also included is a CHO 
cell-line capable of producing a human antibody or an altered antibody, 
the cell-line having been transfected with a vector capable of 
expressing the light chain of the antibody and the heavy chain of the 
antibody; process for the production of antibody using a CHO cell-line 
and antibody having CHO glycosylation. 



5. 5,420,019, May 30, 1995, Stable bactericidal/permeability-increasing 



protein muteins; GeorJ|La Theofan, et al . , 435/69.1, 25^3, 320.1; 
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ABSTRACT : 

Disclosed are novel bactericidal/permeability-increasing (BPI) protein 
products wherein cysteine residue number 132 or 135 is replaced by 
another amino acid residue, preferably an alanine or serine residue 
and/or wherein the leucine residue at position 193 is the carboxy 
terminal residue. Also disclosed are DNA sequences encoding methods for 
the production of the same in appropriate host cells, and stable 
homogeneous pharmaceutical compositions containing the analogs suitable 
for use treatment of gram negative bacterial infection and its sequelae. 
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ABSTRACT : 

Recombinant DNA sequences which encode the complete amino acid sequence 
of a glut amine synthetase, vectors containing such sequences, 
and methods for their use, in particular as dominant selectable markers, 
for use in co-amplif iciation of non-selected genes and in transforming 
host cell lines to glutamine independence. 

7. 4,956,288, Sep. 11, 1990, Method for producing cells containing 
stably integrated foreign DNA at a high copy number, the cells produced 
by this method, and the use of these cells to produce the polypeptides 
coded for by the foreign DNA; James G. Barsoum, 435/172.3, 69.1, 70.1, 
71.1, 172.1, 252.3; 935/16, 33, 52 [IMAGE AVAILABLE] 
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ABSTRACT : 

An improved method, employing electroporation, for producing novel 
recombinant host cells characterized by stably integrated foreign DNA at 
high copy number. These recombinant host cells are useful in the 
efficient, large-scale production of recombinant proteins and 
polypeptides . 



